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1 ] 

±mmmt. ±mn^^mm^mir?,diyA^Mizm^hr:izz^^t<Di^:^ 
±mmmt. \^:t^ymm^ti. ±mn'^mmm^mt^ityj-^^mzm^L 

±mmmt. ±mm'¥'j^mm^mt^^y/'^^nK.m^vr^-:$immii^x*:&^ 

Sits 3 i: i y #P,;ns r i: ■t'5»^3S 1 - 5 0 v>-f ti*^ 1 iStciB^ 



1 



2003-3023134 



1^2 003 — 045088 



0] 

jiiB^^ s B Mjff ^7 ^ A^T^mmum iiy^^mt. Mmm. y ^ >r ^ x- & 

@ - 2 0 # a CD T ^ J: e) ic^^ S tiT v> S r S 

8 * I* 9 K:|a^0^^f!lc 
[^^^1 1] 

-htB0{C^^tifeBMIFi^l'^>r;i/:^^®^M^J?>Ai^W«^ 3e>fC, pre-S 

M^cD^r^ >^^SB3«j®e)t., N7K^^}^)^& 5 o#s~ i 5 ssbot^ yms:^ 

[It:d^^l 2] • 

±m^m. $ B MflTi*! ^ ;v ^smuK ^ y^ ^mt. Mmm ^^^zr-^^ 

p r e -SflJDcCD^T^ >^mm3?[I®e>-^, < %N5^^;i)^ 1 2 
#§-3 1#S(DT^ j:e)^C^^StlTV^SZ:il^#Mi:f 
Slf 8 * fc» 9 tClB^omMo 

m^-m. 13], 
1 5 ] 

±fa»e-7-«, #j!if6^;i/^>^'^'r>n/:^©5fi5^^5;?>^'t— (hsvi tk) 
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m^m 1 6 ] 

1 — 16 (Z) v%^ti*^ 1 3SicfB«com)^i ^a^-r-s d i: K ^^mmomm 

[i»:^^l 8] 
[If 1 9 ] 

±SHaJc^ S ti Jfii^M y ^ -r :^<D B MJfFDI >r )v:x.^mtn.m ^y^-^i^mt. s 

e>JC. p r e-SM^®^T^>^^Be^J®e>t., N5^agA>e> 5 0#S'- 1 5 3#. 
B<3DT^ >^M«:^^1-"5J:e>^C^^$4^TV^SCli:&#mil"rsm^3Sl 8K:|H 

[«*^2 0] 

^tM d ^ >f B MJff ife "i^ ;i/ :;^^®t)tM ^ > /I & ^ <5 CI i: t- 5 

m^mz 1] 

e,lC, p r e-S^^^<3D^T^ >^mBB^J®e>*>, N5^^J?)^e> 6 1 #9'- 1 6 4 # 
[0 0 0 1] 
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[0 0 0 2] 



[0 0 0 3] 

»; m'£6U^=S':S:55)^^ e> ;^)^ IC »J o o ^ :i(DJ:t> ^^HfiS J3 J: tJ^ 
[0 0 0 4] 

[0 0 0 5] 
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gj&v>o *fe> 1 0 o%3^v^^A^Sr#S^:i:»llbv^, 
[0 0 0 6] 

[0 0 0 7] 

[0 0 0 8] 
[0 0 0 9] 

mmicm i ] 

iai^ffiM##WO 0 1/6 4 9 3 0 (mi^H 2 0 0 1#2^ 9 H) 
[0 0 10] 

mm:icm 2 ] 

#112 0 0 1-3 1 6 2 9 8 (^^02 0 0 1^11^130) 
[0 0 11] 
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&,±<D^^t£^uizm&. :^mm^^it. H^miM#-^woo i/64 9 3 o 
(Dm^mm isf^r^ rgi^ttiMwoo i/64 9 3 oj i:v^e>. i^m:^mi) 

S J:*^ e> 1 o i: ^ o T v^ fe. 

[0 0 12] 

[0 0 13] 

[0 0 14] 

Bmm^^m^it.sf^^mmizmmx^^zt-fy'i'&ti^^x^^^f)'^. mm. 
^Mx^m^^-t^t. ^mx'^^\^mi^Mffim:r,^»sm^i)^^^<Dx\ i^'r- 

fee 

[0 0 15] 
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[0 0 16] 
[0 0 17] 

m^mmm s:^t-si5f>/^^®;&^e>^s ^p^-r jm^ic. mmmmm <Dmmmx 

[0 0 18] 

. Mmmmxmm^'&^t,. /mi^m±Kmdiy^-^^m.t.i.xnm. mm^n. 
-t^znti^x^^. ^zx% m^<Dmmtrcitmmi tit. ±mmmzM-t^ 
s 3 1? mmi^timm^ a s n» s & v ^ e» , 

[0 0 19] 

BMffFi^l'>-<;VX^®mM^>A^^COp r e Sfl^ (preSl,preS2) It. H 
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#2003—045088 

[0 0 2 0] 

pre smM(Dr^jm<K)-m^^^'^^xummKnir^mmm^^^'t^ 

[0 0 2 1] 

preSlIJ^ (preSlpreS2^Ilg) (O-^Y ^ JWMiM(Oo%. Jfil^M y ^ >f t:'" 

, nt^j^^^S) 5 o#s~ 1 5 3#a®T^ ym^^^-r-s J:e>tc^^-r-g>r 

j:y^f*bv>c ilii^Md df>f >^CD^^ti, ii>:&< ^=foN5^^^:^^p) 1 2#@ 
[0 0 2 2] 

[0 0 2 3] 
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[0 0 2 4] 

%^ i: its CI i: fc J: y , zi^fc^m^ feUS^^W tcHa^ S-tirS 3 i: S 

[0 0 2 5] 
[0 0 2 6] 

[0 0 2 7] 

^^^py^-^-^ (HSVi tk) ite^&'S.^b:fe^M^Mv^S^-a-li, ^ 
[0 0 2 8] 
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CO 0 2 9] 
[0 0 3 0] 

<Dt>t>, N5^aB3^)^e> s o#s~i s 3#s®t^ y^msr^^i^-rs j:e){c®:^sti 

[0 0.3 1] 

mmmcDo'^. Nm^fj^^e i#a'-i-64#@(Z)r5y^&^3^"rsj:eiicg!c 

^ S tlT V> S r b T V^ S o 

[0 0 3 2] 

^ U T ffj M 1- -5 r i: T? ^ S „ 
[0 0 3 3] 
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V 

M^i^mKlt. BMB^^^ JVy^ (Hepatitis B Virus: HBV) 
[0 0 3 4] 

x\t. Mmmmx^y/^^^^m^^-^^zt.izj:*)m^ti^%<DiD^m'f^ti^ 
„ Mmmmxn^^mm^m-t^^y/'^^7M^^m'^-^^t. m^ty^-^ 
i^mt. /hmi^im±Km^y/'^^^tLx^m.. mm-^n. m^thxmm-^n 

[0 0 3 5] 

Onm. ^mmi 5 0 nm©«R^t4i^!K^*<?^^$fl<5r i:S:Bmb> H^b 
TV^§ (J. Biol. Chem. , Vol.267, No. 3, 1953-1961, 1992) „ :1<D^^^'^^ 
tt> HBV^J J^^±<^^f£\i^<DX. ^ JVT.tbXltmm'^'f. A^^O^ 

±^iimi^xi^\^. ^tc. ±mHBYmmi^mhi(yA^m:^. ^m<^wFms&ic 

^'^mmiz^m-t^^t)K^mLx^m-^-^r^m^it. mi^^n^mmizm^iy 

[0 0 3 6] 

HB V^®^i^L^>/N'^^<Dp r e sm^ (preSl ,preS2) it. HBVAW 
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mizM^^mmm^X^-t^^^izik^'r^::itffi'V^^o rciT*, rpreS 

[0 0 3 7] 

[0 0 3 8] 

Miil^m^lbT^eJ4^TV^S p r e S 1 M^Uc® N5^5g:?)> 5) 3 # @~ 6 6#@ ( 
J&^My^-f::^) *7^li4#@'-7 7#B (jfii^M d >r ©T^^m^rX^^ 

'^i^^ScboJcaJc^, d^-r^C^^-^li, 6i>^< ^it;N5^^;^)^e> 1 2#S 

-'31#SCDT^>^ S «fc e> IC^^-r^n^J: V^o 

[0 0 3 9] 

S^jIC, ^^fi^#><-r<5JCtt, preSl|iJ^ffJ®_h|Btl hflf^JiSig^aJ^®— 
glS(3DT^ >^mfCin^T, p r e S 2 M^^OT ^ ^ m®-^|S§:iJ<^^-&<S - ^ *W 

[0 0 4 0] 

J:y#«BtC», preS^^ (preSlfei:tJtpreS2M^) ©^T ^ >^ mSB^J® e> t» 
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3 3#g'-l 5 3#@, feJ:0 2 5 3#Bc?)r^ ^ M^^^^-TS <fc e> 



[0 0 4 1] 

Jfil^Md^t-f presm^ (preSlfe j:tJtpreS2M^) 

^ 7^S2^i<iDe>t>, p r e - SfH^(3[)^T^ yi^iSB3^<De>"^, N 5^$ijb^ & 6 1 # 

^^>^&<2i%N7fc^i*^e> i 2#g~3 i#b®t^ yMa«s:##"rs*e>ic^^ 

[0 0 4 2] 

[0 0 4 3] 
[0 04 4] 
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JSa^-e, il!|jfil?t^#nrii;&=fe)®A^Invitrogen:^lCJ:yBI#S$ti. -mMStlTVNS 
[0 0 4 5] 

tl3tl|S^^®K:m#:S:iia^U S'^rOD^gJ© (DNA, RNA, ^zf 
[0 0 4 6] 

o m^\t^^ n^:^m^(ommiiy^^^n^ii'^&i^i^K.^^^xmPif'^mm-t 

bTli, H^ffiMWO 0 1/64 9 3 0JCgiat$ti-5iliM'aS:MiI>S-&;/^BMJfF 
[0 0 4 7] 
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[0 0 4 8] 
[0 0 4 9] 

:R#:6«rica, ^lC^^#blC<I:y^^^tlfetl hRN a s e 1 (Jinno H, Ued 
a M, Ozawa S, Ikeda T, Enomoto K, Psarras K, Kitajima M, Yamada H, Seno 
M Life Sci. 19g6;58(21) : 1901-8) ^T^itRN a s e 3 (SlI^ECP : eosinoph 
il cationic protein ; Ma 11 or qui -Fernandez G, Pous J, Peracaula R, Aymami 
J, Maeda T, Tada H, Yamada H, Seno M, de LI or ens R, Gomis-Ruth FX, Coll 
M; J Mol Biol. 2000 Jul 28;300 (5) : 1297-307.) ^*<j®M3tlSo 
[0 0 5 0] 

[0 0 5 1] 
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[0 0 5 2] 

[^1] 





Pancreatic type Rnases from vertebrates 




RNase 1 or Bovine RNase A 




Eosinophil derived neurotoxin 




Eosinophil cationic protein 




Liver RNase (RNase 4) 




Ansiogenin 


Bovine seminal RNase 


Free Rnases (Onconase etc.) 




StreptolysinCStreptococcus pyogenes) 


Cholesterol binding toxins (Streptococcus. Bacillus. 
Clostridium. Listeria) 


alpha-Toxin (Staphylococcus aureus) 


Delta-Toxin (Staphylococcus aureus) and melittin (Apis 
melllfera) 


Aerotysin (Aeromonas iiydrophila) 


Escherichia coli hemolysin 




Cholera toxin (Vibrio cholerae) 


Heat-labile enterotoxins (Escherichia ColID 


Darfri leeSe ^nvin ^Rnf*f4ni'f>llA rmriiJ<:QtQ J 


l7wMAn9i/ma fl^loctHr^liim hn'hiliniJfYl J 
CAQCnzyrnc vwivau luiuiii uwuiiiiumi/ 


Afjc^nwlate evclasa toxin (BordetBlla so ) 


ArTfh»v af^Ama fRanilliic a nfrh racist 






"SBUuornorias acrugiiiusci cAUkUAiii ry 


Shiga toxins ^Snigeiia oysentenae serotype u cscnencnia 
Coll) 


Ricin (Rioinus communis) 


Ribosome-inactivating proteins 


abha-Sarcin and related toxins (Aspergillus) 




C2 toxin (Clostridium botulinum type C and D) 


Cytotoxic necrotizing Actors (Escherichia coli) 


Enterotoxin A and cytotoxin B (Clostridium difficile) 


ActA (Listeria monocytofcenes) 


IcsA (Shigella flexneni) 


Zonula occludens toxin (Vibrio cholerae) 




Pyrogenic exotoxins (superantigens) (Staphylococcus 

aureus and Streptococcus pyogenes) 


Anthrax lethal toxin (Bacillus anthracis) 


Leukocidins and gamma lysins (Staphylococcus so.) 




Tetanus neurotoxin (Clostridium tetani) 


VAMP-specific botulinum neurotoxins 


Botulinum neurotoxins type A and E (Clostridium botulinum) 


Botulinum neurotoxin type C (Clostridium botulinum) 


Vacuolating cytotoxin (Helicobacter pytonD 
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alpha-Scorpion toxins 




beta-Scorpion toxins 


Excitatory insect seiective neurotoxins from scorpion 
venoms 


Depressant insect selective neurotoxins from scorpion 
venoms 


mu-Conotoxtns (Conus geographus) 


mu-Agatoxins (Ageienopsis aperta) 


Anthopleurin-A. -B. and -C (anemone toxin) 


Anemone toxins (type D) 


Calitoxtns 




Kaliotoxin 


Scyllatoxin (l^lurus quinquestriatus liebraeus) 


Apamin (honey bee Apis mellffera) 


MOD peptide (honey bee Apis meHtfera) 


Charybdotoxin and iberiotoxin (Leiurus quinquestriatus var. 
hebraeus and Buthus tamul us) 


margaritatus. Centruroides noxlus, Androctonus 
mauretanicus) 


Dendrotoxins (Dendroaspis species) 


Sea anemone potassium channel toxins 




Omega-Conotoxins (Conus spp.) 


Omega-Agatoxlns (Agelenopsis aperta) 


Omega-Grammotoxin SIA (Grammostola spatufata Chilean 
plnl< tarantula) 


Hololena toxin (Hololena curta) 


PLTXn (Plectreurys tristes) 


Calciseptine (Dendroaspis polylepis) 


Calctcludine (Dendroaspis angustlceps) 


beta-Leptinotarsin-4i 


Tatcatoxin (Oxyuranus scutelatus scutelatus) 




alpha-Bungarotoxin (Bungarus mufticinctus) 


aipha-Cobratoxin (Naja kaouthia) 


Erabutoxins (Laticauda semifasciata) 


Toxin alpha CNaja nisricollis' ) 


kappa-Bungarotoxin (Bungarus mutticinctus) 


alpha-Conotoxins (Conus spp.) 


Snake toxins against muscarinic acetylcholine receptors 


Muscarinic toxin-1**-5, -7, ml -toxin from green mamba 
(Dendroapsis angusticeps) 


Muscarinic toxin-alpha, -beta from black mamaba 
(Dendroapsis polylepis) 




Helothermine (Heloderma horridum horridum) 






beta-Bungarotoxin (Bungarus mutticinctus) 




Rattlesnake venom neurotoxins: crotoxin-related proteins 


Ammodytoxtns (Vipera ammodytes ammodytes) 


Notexins (Notechis scutatus scutatus) 


Textilotoxin (Pseudon^a textilis textllis) 


Tal poxin 


alpha-Latrotoxin (black widow spider) 


ecimguttatus) 


Pardaxin (Pardachirus marmoratus) 


Palytoxrn (Corals of the spp. Palythoa) 


Equinatoxins (Actinia equina L. sea anemone) 




Conantokins (Conus spp.) 
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[0 0 5 3] 
[0 0 5 4] 

vivo^SVNttin vitro-^^Bg. * fe«j|BiiS8lC#Me5JCifeMS:^A"tS d ^ «r 
tgi:3&-5o $e){C{i, ±ga®RN a s e ^MV^feM® J:e>JC, f3 U (Z)iJf 

[0 0 5 5] 

h uzf h ^ ^ t^m'^-^'&r:^ti^r^%x^m'^-^xn^^m^h) 

yxmmhtc i^-^ $ s r tc y , mi^^ m.^mm si^ $ it s 

m-^ii:xm^^mm.t^:r.t.K^^}. m^^n^m'mKm^-^-^^:^m. ^sv^ 

m^lt. NHS (N-hydroxysuccinimide) Male 
imideS, ImidoesterS^^;tt-<5'fb-^%. PIERCEt±*> A^Rflg) Sr^fflbT 
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4$2 0 0 3 — 0 4 5 0 8 8 

[0 0 5 6] 

m^^^t:^y^'^-'^ (Hsvi tk) ma^^^-^bfe^^^^^m^Rf&^^b 
^^^mmir^z.tK^ ^jmrnn^^^^i^tco mm<o^^immiHnmz^ u 

^fofc*^ ^#:;^^i:b*ti*, :i®i^*^{c, j^p^-^, f&mp^^^ 

[0 0 5 7] 

, iiSB^ ic o v^ T :^mmif^'^mr* & s r tt^ e» * T* =fo ^ V^e 

[0 0 5 8] 
[0 0 5 9] 

JeAT<^)||^6M^C^V^T, HBsAg^^ti, BMJfFi^^'^7^' (Hepati 
tis B virus surface Antigen) ^^^ta HB s A g H B V®^:^^? 
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M©N5|5!^fllIJC 5 5r^Jm (pre-S2 peptide) ^<#JB L/fc%®t?feS. 
L^f^^'ii^^tt^ M^>/i^K0DN5fc3Sfl!lJc, 108 (Mi?tM y >f ::^) 
«1 1 9 CMmmd^t^C:/) r^Jm (pre-Sl peptide) :5)^#j&|Ibfe%®T'feS 

[0 0 6 0] 

HBsAg L^>/1^J7^0Pre-SfSi|? (pre-Sl, pre-S2) li, H B V *^J5f jHHJBS 
mmiZW.m^^-t^^i<L^W'^> pre-S2li. jfilttf<Da-^T;i/:/^>&:^bTffF0 
[0 0 6 1] 

A'^^KtLX^m. W^^tl&o HE s A g(Z)L^>yN°^Kli, ^^mXMM^ 
[0 0 6 2] 

JS^T<©IIJSMT'«, HE s Aga)L^>7^°^^S:MV^feo ^ fc, 02tcaT<Z) 
^JiMfClB^StlSHB s Ag!|§^^®^3^fecI:t)JJ»iS^#®«B&iiWS$:^l^7^ 

[0 0 6 3] 

*^^#e>lCd:-pT#^3ti:feJ.Biol.Chem., Vol.267, No, 3, 1953-1961, 19 
Q2m^(D:&mzm^\^X. pGLDLIIP3 g-RcTSr-^^bfe^t^^^Iil;! 

(Saccharomyces Cerevisiae AH22R"^^;) -^^^:«ilHigh-Pife itJtSSSN-P 
400l^r-^?^#b^ HBsAg L ^ > /i!7 M'^^^^M^'&tc.o (®2a'-c) 

^m^MM (*!J7 2^^^) tC^§3t'e-?-J®^;l^«:&^e>, Yeast Protein Ex 
traction Reagent (Pierce Chemical Co.^g) &MV^T, whole cell extract S: 

m^s^h^ h u ^7 A - jj< u r ^ u ;v7 ^ \^^/vm%w^wi ( s d s - 

PAGE) &MV^T:9•ilbT, ^SgS^iC J; o T^J^tfs® H B s A g © [H^&^f o 
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[0 0 6 4] 

cr.tij:y> HB s Agtt^J-^a^&s 2kDaCD^://i^^aT**§z:i:*^^e>*> 

[0 0 6 5] 

(^J6MB) HB sA&n^<DM^^mm^m^ts'h(Dmm. 

(1) -^^:^;«i8 S 5N-P4 0 0-e^§|Stlfcme^«im;t^# (mM*2 
6g) $:buffer A^lgi (7. 5M MM. 0. IM U h V "5^-^, pH7. 
2, 1 5mM EDTA, 2 mM PMSF> 0. l%Tween80) 100 
mllCii^b, t?'^Xlf-XS:MV^Tt^- Kl^-i5t- (BEAD-BEATER) ICTS« 
S:?g#L/feo Jl^^M^ehi^HtCJcyiaJKbfcio (gl2d) 

(2) rijiClC> _h«Sr0. 7 5#^CD3 3% (w/w) P E G 6 0 0 0 ilM-^b 
, 3 0^ra^;«$-bfeo ^(7)^. 3^vilN:$^ll (7 0 0 0 rpm, 3 0:9*^) St^^vn, 
^Ix^y hSriaiRbfe. m^l^^yhti, T w e e n 8 0 ^-^^ V^buffer A^^K^f^ 

[0 0 6 6] 

(3) 1 0^4 0%(O^iB5:>^)Hi-3feC s C 1 iCMJib> 2 8 

0 0 0 r p 1 Q^mcomM'b'^m^'i'i^tc.. miL^^m^<DUPi-^ 1 2m6^K 

»^x>^^>::fn»y (Western Blotting) (l^Jc*lS#l±, anti-H 
B s As'^J ^U-±J\^W^) tCJ: 0 HB s Ag Sr-^tfW^J'Srl^jtbfcc ^btC 
HB s A g &-g-tfii[:^5-S:, Twe e n 8 0 S:"^* ^V%bttffer mWL'^l&^l^tc 

o 

[0 0 6 7] 

(4) (3) -^mhtltcmfrWi (12ml) &5~5 0%®^iffiS:>ltfeJ/a 

m\zmm\^. 2-8ooorpm, 1 Q^^(Dn^Mm^n^fco ^tMn^. 

(3) i:IM^{C, HB s Ag Sr-^MrS-^rimSb, H B s A g ^r^OTrS^^M^ 
^ T w e e n 8 0 tt-^t 'r> f^t> U 0 . 8 5 %ODN a C 1 ^-^tJbuff er A^?^ 
l^mmX^tco ( (2) (4) :gf2e) 

(5) (4) }imm(Dm^^m^)m.h. wsi^(D^m^'^n^v'yy^)\y^'- ( 
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Ultra Filter) Q2 0 0 0 (T KA>5='^)/ ^^±iS) &;BV>T^i^b, ^M^t^ 
^**^4*ClCT^«^Ji«##bfeo (®2f) 

C s C l¥^3l^i>:^^lil^CD^7xX^?>:^D^y h (3) (D^mif'^^ HBsAg 
45'^^M52kDa*eS*>iMi45:^'rS^>/1^'©'??feS3i:*^4>*>ofe, :^ 
mmz^ 5Lfi5|$, mafi2 6 g©M#:;?)^e>, f^2 4 mg®«igHB s 

[0 0 6 8] 

) T#e)tlfcHB s AglS^S:3 7t;*^l 2^r^>f>^:x/<-hb?t^, SDS 
[0 0 8 9] 

T V N s d 51^ s ti - 

[0 0 7 0] 

, ^CDl^V^^^'^£$:me)|^!iS^^®^C^i^$4^TV^SffFIHJiS^i^aPS^*. pre-Sl 
MJ^(D3;5)>e> 7 7T^ >^^^S^C■#*4^TV^S3^*'^WB>9bTV^§ (Le Seyec J 
, Ghottteau P, Cannie I, Guguen-Guillouzo C, Grlpon P., J. Virol. 1999, M 
ar; 73(3): 2052-7) „ 
[0 0 7 1] 

s Agi|S-7-®2^5f5cDjfFIHJiSfc#i--5lSvN^^|g&^^S-tefco 

m^^-^m.mi^'kHB s Ag^y/ii^mtm-^^'^mm^-^^^tK^^). 
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[0 0 7 2] 

(MMMC- 1 ) l§-a$iJ!!&lC J: S H B s A g -streptag!|S^a)f^|S 
llWJAtCia^^tlfep GLDLIIP 3 9-RcT>^9X^ K®ll hJfPaBS^ 
iKlf|S'gSlS:=i-Kt-'S3t^^fIJ^^^3^Si±, l^^tCtJPCT^Notlif h (gcggcc 

Jli^ Kil«:PCRMr^^^V-i:L/T^^MbT, QuickChange^^ Site-Dir 

ected Mutagenesis Kit (Stratagene^t) S:MV^fe P C R^S p G L D L II P 3 
9-RcT>''9:^^ FIC^L/Tffofco 
[0 0 7 3] 

:R#:6«FlCtt, MI|ftttDNAjKU:)l^-'^tbTPfu DNA polymerase (Stratage 
ne) ^MV>, PCRy^.^V^-Mt. 9 5 °C 3 0 ^WcZ)^^, 5 5 1C 1 ^e-^CDT • 
6 8X3 3 0^ra(3D^^HiSS:.3 Ota^tjjgbfeo t(D^. PCRM 

^^-DNAS:t*mb, J^aSg^JA^e>^M^A$nfcpGLDLIIP 3 9 -Rc 

T>^^X^ FS:^Scb;feo JeJlT> p G L D LII P 3 9 - R c T-N u 1 1 

^ Fi:n?4;o gI3jgi^|^(Z)iaffi"ek. rcz)^''^:^^ K;&^^^, _hiati hJJfiffl 

Ij i:^^bTV^So JeilTT'ttMS:±. rCDjSe^^^J^?: TNuI l^J^j ilP? 

[0 0 7 4] 

gI3 ICja^-TJc-^lC, JtlHp GLDLIIP 3 9-RcT-Nul Izf^T.^ KIC 
SacI-9->f hfeJ:t)!SalI-9->f ^&#i^•rSfc^&^C, Sad •^^>f hS:#inb 
fe®2^a#-^3CD::ry l/^r^ Ki:SalI-9->r h. & L felB^'lIII -^4 U 

df5i^ U';r5^Fi:S:PCR«:/^>fv-i:bT^MbT, PCR&^Tofco rti 
iCi:y, ^/-D^-i?- (GLDp) iS^X:^dt-^^-^- (PGKt) ^^tiN 
u 1 iM^SrifipiSii:, N u 1 l^J^Sr-^tf c DNAm^i &^feo 
[0 0 7 5] 
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r^^VA-e^ pRS405+2/imr^^;^^ K iUBMBM^^ ^- (Stratagene:?±) OAa 



[0 0 7 6] 

^iC, :^M/:^h^iJ^ (strep-tag) K"t-5-^^:t U dfJl l^:**^ K ( 

_hfapRS405+2i£ini-N u 1 1"/^:^^ K^NotI?i>fbbfe=fo<?)JC#Ab 

&:#"rspRS405+2/tm-strep-tag:?^9>^^ KS:#ISbfe. 7.hly:fh^ 

[0 0 7 7] 

_hlBpRS405+2/4m-strep-tag:/^X^ KtC j: (Saccharomyces 
Cerevisiae AH22R"i^) &?^^limS-fe> #e>*lfc h^>::^7;<l--*7> h 

$i^fe;^)^fe•^T'#l^g$-ti:T#e)^fe!|S^•o J^T, r h B s A g - streptagl^^j 

H B s A g -streptag!(S^S:#fe„ 
[0 0 7 8] 

mmmc- 2 ) ^Jt^^SCOMm^lStC J: S H B s a g -streptag|£^®# 

m 

::^^if^-f. ^Jfit^»^tl7?>^«rig5&Mm«iJiS^&MV>fcHB s A g -streptaglie-?. 



feU^bfe-^^X^ KpRS405+2/imlC#AbT, pRS405+2 it* m - N u 1 1 



2 4 
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[0 0 7 9] 

m4:K^-r^oK. mmmc- nzmm(D±mp GLDhiip 3 9-rct- 

Nu 1 1 K*^e>, iBJlI##7 0D:ty if^li' K (KpnIiJ->f hggtacc 

$:^"r§) :R.tKSBJiJ##8<Z):tU=f5?^ (SacII-9'W' hccgcgg^:tt* <5 

[0 0 8 0] 

PCR^%$:T^n->^m^t*tir*t?:9'IIU mi. 3 k b p K®m 

Invitrogen:^:) <Z)KpnI-9->f h i:SacII-9--f h ilO^lC, JllBJS-^^^^&TaKaRa 
Ligation kit ver.2 (TaKaRa^t) S:«V%T, mi^^-^S-ftfeo i&SIS^J&?fl^l/ 
fci^, :r:<3D>''^>^^ FS: P I z T-N u 1 1 ii^^bfeo 

[0 0 8 1] 

r^lC, HJfeMC- 1 i:l^«llC, streptagS:3-FL/7^-^^^U3f5J^l^^^K 
y ±Kp I ZT-N u 1 1 K5:NotlM'fbL/fe%®}c#AbT 

p I ZT-streptag:/^::?.^ FSrf^l^bfco 
[0 0 8 2] 

— S*$HSSHigh Five^lfc (BTI-TN-5B1-4 : Invitrogen:^:) J^&l^r^:&^ 
ltT<S?C^{C4^J9^fiP«A»J^:%:?)^e>^l&^^^ (Ultimate Insect Serum-Free M 
edium: Invitrogen^±) fCilKtS^itT^- ^kK^ -tlHP I Z T-streptag-:;/'^:;^. ^ F 
Srje-K^^AMflllllnsectin-Plus (Invitrogen:^) SrMV^TMJ&^ff^^tCill'ft; 
$-&feHigh Five*Jfc{C>^g1g|g|bfe= ^<D^. MJfiimMT?27'C48^^^#b, 
Sl^i^^zeocin (Invitrogen:?±) $:400 fig/mh^m't ^MMW^MX^MKM^i)"^ 
confluenttC 4^7 H^^«b, HB s A g -streptag!K^&#fe„ 

[0 0 8 3] 

isooxg, 5-^m^ib>K^^)mm±m^mmh. ivx^^^h i^-f-r^yh^) 

iCiU, ^;^cft(3DHB s Ag -streptag!|S^a)^^M^bfefcC:5, HBsAg 
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;feHB s Ag-streptagijfeS^$:SDS-PAGE{Cj: Ure-Hb, msm^ (IS^#e>*^f^ 

SS) lca:SWestern-blottingfej:tJf^^:^^M^IMxlCi; y«?3BfL/;fe. 

, >^ h 1/ r/* h tJJ ^^A^ift-^ bfeHBsAg - streptagHS^ It^'jF^&m 4 2 k.D a 

[0 0 84] 

JS^±®i:e)lCbT#e>tifc«#Ji«l L2:MV^T, m^^^iiS^ (^M7-f>n/^? 
-«UK-200 : ADVANTEC^t, ^B^^-T^S 2 0 0 K) T'JgMbfe^, lt>r:t>^^:«7 

(DEAE-Toyopearl 650M, M^V-^i'^t) JC J: U 5^Sg bfe d 6, 
B s Ag-streptag)^^^l mg&mSS-t'S^lilA^'e^Ji^o 
[0 0 8 5] 

- 3 ) mmmmz J: S H B s a g -streptagi|e^®f^ig 
|lI5JC^i-J:e)lC. 0i^i#mxhol $:MV^T. JilB P G L D L II P 3 9 - R c 
T-Nu 1 1 KlCfeJt'SXhoIi^'-f hl?^-^:^-^- (PGKt) & 

-^tfNu 1 l^JgcSr-^tfm^t&myffiL/feo ^M^-X?, PCDNA3. 1 (Invitr 
ogen^±) S:«!lRSI|l^Xho IK^V mit b fe^, ^fBif^t $:pcDNA3. 1{C^ 
AL/T, pcDNAS. 1 -N u 1 1 F&#|gbfeo 
[0 0 8 6] 

mmmc -m mmiZ^ streptag^^^S: n - Ft-S-^^:t U =f 3J ^ 1^ 
:t^K (@B^J#-^5^J:t)?rtii:*B«65«5@B^J##6(Z):rU df^ie^ F) 
T~-y>^^$i±. JifHpcDNAS. 1 -Nu 1 1 >''^X^ F&Notim^bbfe 
=b®{c#AbT, X M^>^h^f^(Z)n- FM 
i^&^t-Sp CDNA3. l-streptag^9:^^ Ffe#$gbfeo 
[0 0 8 7] 

±SBpcDNA3. l-streptag^^X^ FS:> -^-vn/Wa^f^C O S 7 
jfte^^A^M^:^'-^/^;!/-^-- (A>r:r^^yF?±) $:Mv>T^Abfc„ ^A#> 

1 0%^4^MjMJfil?f S:#tf^f;i/'^»yn«^:®T— Rfe^^bfe^, ^;^&^Jfe^t 
^fi&CHO-SFMII (Gibco-BRL) }Cg^i^l;tT, S ICI jilSf^#bT, ;^«I:«)^e>H 

B s A g -streptag!iS^&5W|gbfeo 



2 6 
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[0 0 8 8] 

mMmC-ZtmUK. ;^#J:^j&^e>#fcHB s Ag-streptag!|K^^S: 
SDS-PAGEIC j: V ^Mh. la S *«:#{C <fc S Western-blottingfe A tP^^r^fcjgM^ IM 
xK:J:y«?«fbfe. -eCDM*, :;^hb:/h^?^:&^il{-^S*lfeHB s Ag-strept 
ag!fez^li::$)'^*^4 2 k D a T'fe-S 3 i:75)'«to^^o:to imz^^m^^t. P c 
DNA3. l/<^^-S:ffiV%THB s Ag LS^If ^MS:^3^bfc%CD : 8 . 
8 1 h:r>'^ii) ,HBsAg Nul :3.. 47, HBsAg- 

streptagiiS^: 2. 4 1"^^y, -€-*l-?4x+^3fe^SSS:^bTVNfe„ 

[0 0 8 9] 

-tlBIIJgMC- l—C-S-ett, X M/::^h^t^^&^"rSHB s Ag-strept 

^mm^w.Wfi^^nu.^-^Mc.^B s a g -streptagig^^ (jg^T> c!:a)<fc e) tern 

#:;&^iiatStlfeHB s A g -streptagig^^S: TRB s A g - streptag- A b igi^ 
[0 0 9 0] 

A#:e9}cii, nhJi^^SH^^^^ (EGFR) lc^-rsm#T'fe^*n:t: h 
EGFRVJ/::^.^^ ^n-":^;i/*li;#:7 G7 B 6 (Jttlga) ^tiimz^mh. Z.0 
m.mzn\^X. NHS-tr:r^> (Pierce^±SSEZ-Link (^^^«) NHS- 
Biotin) tCiU, Piercet±a3m^9#®^n h 3;i/jC«eoTI:f:t^>SliLfeo 
IC, JifBJPflgbfeHB s Ag-streptag)K^i:, T tf > g (Pierce:fet 

SglmmunoPure Avidin) i: PBS tf ^MT' 3 0 ^f^. =B;i/i:bH B s A g - str 
eptagJlS^ {^)\^^m-i-m^^^^^'^^^t=.) 2 : Tlf2;^>^?>A"^^lT'm 

Jiiarif ^^^>^>>'^°^^;b^^•^bfeHB s Ag-streptag!|S^}C 
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K±mW.i^tf^M^ StlfeHBsAg - streptag- A b ^ f^SS b fc. 
[0 0 9 1] 

iMMMC- 5 ) JilBH B s A g - streptag- A b IjS^^® st-g^^A 

*-r, Bl^mMwoo 1/6 4 9 3 ojc|§^$tts:;^?Si:Isf^ic, ±|3HBs 

A g -streptag- A big^^i:3i^m^i?>A'^M^3Egy^:^^ F (pEGFP-F (Clo 
ntech^h) ) h&M-^L/, xl/^r hniKl^-i/a>^tCj:y, HBsAg-strep 
tag-Ab!|S^|^K:pEGFP-FS:tfAl/fe. :itllCj:U, !|tg-?-^®tC*iti h E G F R 
*it^;5)^ii^Stl> :|^^OTiCGFP|&3^:/^X^ KA^-^-^StlT^HB s Ag-st 
reptag- A b n^^ki^m b ^. 
[0 0 9 2] 

r^ic, \i hm^±&mm^mmA 4: 3 1 (jcrb9oo9) ia^x:pm^Mm}i\yX\i 
h^mm^mmNUE. \ihi^m^&Mmm'NiDv^mmvt=.o _tgaA4 3i 

feJ:tJ^^ft*fM (NUE, WiDr) ^tl-6tl3. 5 c mitf ^ p^mMiy^ - 
U±Km^h. ±m(DGFPn^'^^y^^ K^^^-^StlfcHB s Ag-streptag 
-Ab!|S-?-S:l /*g?g^b, 4 H^^^^mifeSLfeo -e®^, #«I5Ml^t?®GF 

[0 0 9 3] 

^<D^^m. A4 3 immx'\,tGFP<Dmmm^^nt:if)'^. m^i^m (nue 

«HJI!g, WiDr) T'»GFP®m)^*^li^S4i:&A>ofe„ 
[0 0 9 4] 

JSi;_h®J:e)tc, HS^-^M^cJitt hEGFRi)i:#;;?)^ii^Sti, iBS^P^Sl-G F P 
KTi^^-^StlfcHB s Ag-streptag-AblK£^^•S:mv^T, ^^iHH 

iii^{cA4 3 immizMLxm^x-m\i^^m^t^^xmB^^m 

AV^m^'&^^ttl^X^rcL. itlJC^y, ±faHB s Ag-streptag-AbijS 
[0 0 9 5] 

(ll;^MD) ZZat^S:fflV^fcii^:#lia^MHB s Aglgi^-0#|g 
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*-f, msi^^-t^^Ks mmmc-itmmi^hx. pRS405+2Am-Nu i 

[0 0 9 6] 

^^CV^T% ZZ^^ (ZZtag) SrH- F-T-Sit^^fl^ ""ZZj » JS^T 

, rzZ^^J ilV^e)) F (Staphyrococcus aureusfi3fSProte 

inA^-g^&StCZZ^^&»AbT#iS) iC^fbT, Not I •9->f h &#iDLfe 

LxmmvxFCR^m\ zz fm^^mm^mmhr=i. ^lazz^^tii. 

, ^(DZmmJMLmmfi'^^^ iZZ^^Oimn-^^tS'^^ VDNKFNKEQQNAFY 
EILHLPNLNEEQRNAFIQSLKDDPSQSANLLAEAKKLNDAQAPK VDNKFNKEQQNAFYEILHLPNLNEEQ 
RNAFIQSLKDDPSQSANLLAEAKKLNDAQAPK) . 
[0 0 9 7] 

r^CV^"t% ±|BpRS405+2iBm-Nu 1 l:;/"^:^^ FSrtlRSl^^Not I ICJ: U ^g-fb 
b, BS^bfe^m^^:^^ FlC±|BJiiii»T;t&ffAbT> pRS405+2Atm-ZZ:/ 
FS:#mbfco 
[0 0 9 8] 

A il im#lC, ^ F»^^pRS405+2 n. m-ZZ&^#S. cerevisia 

e AH22R-ic>?>7xa";^^;^h^icj:yii^^]gilb, mhiy.tcV'^yT.y it-^ 

> h$:^:^High-Pi3inl iCT30|g3H^, ^V^T, 8S5N-P400 3mUCT3O^30F^ 
^Hb, ZZtJ^yfeSlst'T'SHB s AgliS^&#feo 
[0 0 9 9] 

_hiapRS405+2 /im-ZZ:/9:^5F{Cj:y ^-g: (Saccharomyces Cere 
visiae AH22R"=fe5[c) &?^«^mSiir> F^>X7>i|--V> h 

IIJgMBlC|B^O;^^tC=g!oT, :^«Mj&^e>«MHB s Ag!|S^ (JilHt: h 
JfF^flS^^SP'&%^^<HB s Ag L4f>>'^^^igiizz^^i:&m-^S'^fe*^fe 
-^-TJ^Ji^^-BrT^&tlfcilS^o ll>Xr. THB s Ag-ZZtagt£^j ^:V^e>) 
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0 m g ®5W^H B s A g -ZZtagiiS^S:#feo 

[0 10 0] 

3 & IC, mm±mii' ^mr:LHB s a g -ZZtagJg^d^^rSDS-PAGEtC J: U rS-jHb, 
*>iSm^K:j:SWestern-blotting^ j:tJtjp^^^M^IMxlC J: »J^«f Lfeo 0 7 
lCSDS-PAGE^<kt>*Western-blottingCD^^$:^t" - * fe, IMx(D^:^li, pRS405 
+2/im^^dt-^m\f^XHB s As L!S£^fflf^M&^Jilyfe=fo® : 4 9 . 4 3 
b:t7'fit> 1 0 O-figp^JlK^) , HB s A g -N u 1 1 : 2 1 . 8 7 
. HB s Ag-ZZtagJ|g^ : 2 5 3. 64T**»J, -etl^tl-h^J-^^HMSra^L/ 
TV>y^o rne>(3DJ^:^i: ZZ^i?*S:;ft-SHB s Ag-ZZtagife^^lirS-^fi 

[0 10 1] 

cmmmD - 2 ) mMmmm(Dm&mmiz^^ h b s a g -zztagnsg^^^ig 

t.-t. msK^-t^oK. mMmc-2iimm(D:^mc^i). pizt-nu 

1 1 >^^x^ F^#:e:a 

[0 10 2] 

-Null ^^X^ KJC#AbT> p I ZT-ZZ:/^::^^ F^-f^^Lfco 
[0 10 3] 

?S?CV^T% ll«gMC-2i:1^^0^^£{CJ:»J, JilHp I Z T - Z Z r^^;^ ^ KS: 

m&mmizmxhx. hb s Ag-zztagj^^&^s^s-^fc^ 

[0 10 4] 

g-ZZtag)g^^&SDS-PAGElCi;y^j||L, ms*it#: (^^#e)*^#SS> 

V ^U—f-J^mm j;SWestern-blottingtc<fe yjl^^bfeo ^©j^:^. Z Z ^J? 

^^m^-t^HB s A g -ZZUgi^^lt'&^Mm 5 6 kD aT?&SCli:;0'5t):«)^o 

[0 10 5] 

* fc, C - 2 |^a<D:&^lC J: »; ^#±^f lL*>6>HBsAg -ZZtagig^^j© 
lmg*^#e>tlfeo 



3 0 
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[0 10 6] 

mmmD - 3 ) mmmmz § h b s a g -zzum^<^i^w 
SI", rnQVL^-t^oK. mmmc-s t.mm<D:^mc^^J^ pcdnas. i 

-Nu 1 1 >^9>^^ K&#ISbfco 
[0 10 7] 

3. l-NvLl lzf^y^^\^lzmAhr. pcDNAS. 1 -ZZ^^T.^ 
[0 10 8] 

^^<CV^T% HiSMC- 3 il|m#®^SS{C<ky, JiSHpcDNAS. 
5 K&COS 7«gjiSlC#ALT, HB s A g -ZZtagJfeS^&^^Sitfeo 

JiiaCOS 7j|fflJIS&^^^, ^«_fc?t?:ISXRb, :^fl±m*^e>#feHB s 
A g - ZZptaglK^^- % SDS-PAGEIC j: *J tS-H ^ S tn:#: (^^# & X 
jKU ^ n-:?-;i/*/tf*:) IC J:SWestern-blottingfe J;t>'j#^^^i!f^IMxlC J: U^j? 
;&fbfe. IMxCOjjg^li, pcDNAS. l/<^r^-&MV^THB s Ag L!|S^ 
m&m^^^ht:^^(D : 8. 8 1 (j^-;!??^)/ h:t:7#[) , HBsAg-NullJgi 

3. 4 7, HB s A g -ZZtag^^ : 2. 4 1"T?fey, -en-f tl#SJClSV> 
^M*&a^bTV^fe, ZZ^i^&IIBi-SHB s Ag-ZZptagi|g^« 

^^SSi&5 6 kD aT?&Sr i:*«t>*^ofco 
[0 10 9] 

(HSfe^JD - 4 ) ±faH B s A g -ZZtag!^^}C^-t 

!)®#M6«rm^t?feS> fchEGF^^#: (EGFR) Kl^-T S"T^7>^^ 7 
^^^~':^;V^#:7G7B 6, tiM L-2^^#: (T a c^M) KMir^^^:^ 

#HB s Ag-ZZtag!|S^2l2:tie>VN"rtl*^®Si:#:i:&M^Siir'&Cliii-«fcy> 
!|S^^®lcm^*:*'5SE3«Jll^StlfeHB s A g -ZZtagJlS^ (JgilT, ^(O^ t) Km 
^*^ii5t^nfeHB s Ag-ZZtag)Kz^^ TR B s A g -ZZtag- A b$S^J i:V^ 
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[0 110] 

M^i^H^miZlt. JilBHB s Ag-ZZtag!g£^il, Mt: h E G F R-^^^j^^y n 

) u^L. PB stfiT'Jii?ji^p^Hjs^-&fco z.niz^ijm.^mwizmy^hEGF 

[0 111] 

(IligMD - 5 ) _h|aH B s A g -ZZtag- A b ^fe^^^m-K^^A 

Bll^ffiOTOO l/^e 4 9 3 OtCH^^tlS^^ilim^lC, HBsAg 
-ZZtag-Abl|S^-i:l^'fem3fc^>'>'^i'MIII^::^^:^^ K (pEGFP-F (Clontech^t 
)) t^m^h. Xl/^ hn3j<l/-i/H>^tCj:»J, HB s Ag-ZZtag-Ab 
n^mzpEGF?-¥ S: tf A b „ r tl J: U , n^mW Km tl h E G F R tfi^*^!! 
atStl. iS^f^iPlCGF P#g3^y^X^ K7b^'a.#Stl7£:HB s Ag-ZZtag-A 
bUS^^f^iSbfeo 
[0 112] 

Mi:L/T, bJfP^fij^MT'feSNUE ilHuH- 7 (JCRB0403) , 11 h:*:J# 
^Sfi5f5$HJiaWi D r (ATCC CCL-218) ^m^Lt^^a JlfSA 4 3 1 J: tJ^N U E, 
HuH-7, WiDrSr, -etl^tlS. 5 c m?Ef9:^Jl£JES/'V~ l/±tC^||l/, 
±IBGFP^Jg::/'^X5 KA^-a-^StlfcHB s A g -ZZtag- A b -G F P!KS^ 
$:l/ig^S^b. 4 0^^#$:«^bfeo #ji!fflJSgi^-e®GFP(D^^O 
V - if - m3^6M^iiT'll^ t fee 
[0 113] 

[0 114] 

&,±(DJ^z>lz. n^mmizU^hEGFRmiifiii^^B'^n. l&^lf^BizGFP 

^m-f^y^^ KA^-a-^StlfcHB s Ag-ZZtag-AblK-?&MV>T, ^ll$WJIIS 

^l^icA4 3 lM^cMbT@^^)Tl«v^#M'l£^^^•ea'6S^S:^A 



miiE# 2003-3023134 



4^2 0 0 3 — 0 4 5 0 8 8 



[0 115] 

^hK. 5«-Kvi7X (lilt^ : BALB/c nu/nu, IK^i^^S^a^ : SPF, ffiSlI 

:^y^5mm (^nm^^j^nz^ t:h«5®i* (a 431, huh-7, wid 

[0 116] 

?j?C{C, _h|B<5!)GF P^3^:;^^X5 F}«)^^#S*lfeHB s A g-ZZtag-A blgt 

mmm. bb. mm. wm. mm^mmv. oFP^^fli^a^^y h 

(TechnovitTlOO) feMV^TMHSSr^jt • ^Jffibfeo 
[0 117] 

E t OHT?^?a2 Wr^, 9 6%E t OH"e^^a2^E^, 10 0%EtOHT*^S 
1 ^fS, ^-fii^^li 1 0 0 % E t O H/'Technovit7100^SM'^?St?^M 2 
0ofeo ^CD^. Technovit7100-e^M2 4^^J!^i^|^(Z)tS^S:^^V^, l^Uffibfe 
^, ^M'??l^r4i3j:t>*3 7°C-^ l^P4#«l/TM-^M/S^-ti:feo 
[0 118] 

m3teS:^«?>e>tl^*>ofco ZltllcMl/T> -fftl®li h3^**)fflJi§ (HuH-7, W 
iDr) ^cJ:Sffi3Sv^;;^^c;fev^T^3:, ffi)g^g|J^cfev^•C=fefiT)ii, mm. mm. M 
^iZ^\^X%GFFlzm^'t^W:^1itU^^n^^ti'^f^o JiSHHBsAg 
- ZZtag - A b igX^ b o fcM^ ^7 X IC T % & ^ o 

o 

[0 119] 

Je/^±<D j:e>ic, !fS^*®{cin;t: hEGFR*n:^3&^fi^S*i> ilS^P^SicGFP 
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b ^ 3^ ^ -5 :i 3 ti o 

[0 12 0] 

(^iiMD - 6) ±IHHB s Ag-ZZtag-Ab)S^{CJ:S?&l^^m 
r^K:. J:SB#f^ig:;^?£®e)•bP«S:MV^Tf^$gb7£:HB s Ag-ZZtag-Ab 

HSVl tk) ^^^iimXh. HSVl tkJte^J&^-^-^Stlfes^^^CDm^FJi: 
L/TCDHB s Ag-ZZtag-Ab ig^d=^&|g)tb7^o 
[0 12 1] 

jiffiHsvi tmB'f-^mA^tircL^mm-vit. r^Hsvi tkjte^*^^ 

^"T S Z.t:K^Vitfyi/^U\^J]y (ganciclovir:GCV) KMhXm^nK.fJt U , :jEf 

■rs. r®i:e>ic, HSVl tmu^it. iisM^'f'mmiz}A<mm^t\>^it^ 

■7-®lo*^^So 

[0 12 2] 

:^MMMX*\t. HB s Ag-ZZtag-Ab iiS^^I^'\HSV 1 tk^-^^&^A-T 
HSVl tkM'fe^$:#&Jg"r-5Invivogen^fc$S®/<^3?- p GT65-h I 
FN-a ^^Mb, 3<Z)^3^'<t5^^?-S:XW'^y hnTKV-i/a >^S}C J: U HB s 
As-ZZtzg-Ahl&^mzmA't^Z.ilK.^^X. HSVl tkJi'g^;?)'?'^!-^^ 
tlJfeHB s Ag-ZZtag-Ab !^^&f^igL;to :S#:6^JC«, HBsAg-ZZtag 
-Ahn^^j(DLi(yA^M'^^5 0 ytt gfc^b, _hsaf§^'<^^- 1 0 A g# 
Abfco PB SA^y7T-S:^Mb, xW'^ bD3Kb-$/a>® 

2 20 V, 9 5 0 iit F*e4mmCD^rL/<*y NSr^ML/TfJofco 
[0 12 3] 

: F344/NJcl-rnu/rnu, -I^SlI : >l :^) b, - *y h 0M^=«' 

gis^Tfc> t:hM¥J:;S:^E&3!i5imiSA4 3 1, ^^z:^m'\^Mmthx\ihJzm^ 

fiJl^Wi D rM&^tl^tll X 1 0%JiS^S;g^T?iMCJ:»;^1ib, 

3 4 ffiiE^^ 2003-3023134 
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[0 12 4] 

^CD^, ±|B3l- K^^y MC, HSVl tk3t'g^:«)<la'g'Stlfc_hiaHB s A 

. iffJilitai*<3D5 H^;5»>^. JtiS5?- F^^y ^j^ffJ^^:/ (alzet osmo 

tic pump; Cat##2ML2) ^mmhXiSyi/^U}^JV (GCV) S:5 0mg/kg 
/d a y©tl^T*^#bfeo ±iatt3Sff5Ki':/tt, GC V Sr-g-tfillgi: i:%tcji 

[0 12 5] 
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[0 12 6] 

VI tk5t^^A'?'S.-^StlfcHB s Ag-ZZtag-Ab!|S^-S:MVNT> m^Wt^^ 
[0 12 7] 

immmE) -:^m.mi^^m^t^iiB s Ag-scF v5is^a)#ss 

(HJfeME-l) #©$BJiSK:J:SHB s Ag-scF v!iS^®^^SS 
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V^^i, -*Mm#V^7>^fi3K0Dmt h RN a s em^*??feS 3 A 2 1 
'5^'fe-?M^&^t*-5:^9>^^ F (Mol Immunol 1997 Aug-Sep ; 34 (12-13) : 887-9 
0 Katakura Y, Kumamoto T, Iwai Y, Kurokawa Y, Omasa T, Suga K.feiti^Mol 
Immunol 1997 Jul ; 34 (10) : 731-4 Katakura Y, Kumamoto T, Iwai Y, Kurokawa 
Y, Omasa T, Suga K. lC|S^OD:&^lCi: V -f^SS) PCRM::^^-fV- 
iz \ts Not I i?->r h b fcSB^J#-^ 1 1 ;fe i: tKIB^J## l 2 U :J 5i ^ 
K (-hlBAa 2<^>^-a-) > S>-5V>liNotI -y->f h &#inb7^SB^J## 1 3 
^J:t5IH^J##l 4<D#;rUdr5i^l/:r^K ( JiSB 3 A 2 1 (Z)^-^) Sr^MUT 

pcR&ffv^ jiisM#:A2 2*;^:«3 A2 1 \f't^m^^mm^^t$m 

i^S:it<6bfe. ±flS— (single chain antibody, scFv) tit. 2{t5f52 

b r i: T* s , 

[0 12 8] 

rjJiClC, ±iaPCRlCj:»;#&tlfciiiPim;t?:pRS405+2/tni-Nu 1 l::^^^^^ 
F{C#AbTpRS405+2Am-A 2 2y^X^ V^^ipRS405+2/i m- 3 A 2 1 

F&f^iSbfeo -^-bT,' rtveJV^'rtlA^a)>^^x^ F&^«lC#AbT 
^3^3-&S3i:tC<fc y, — 2jc^J^#;A2 2fe-5V>li3 A2 l;bmB s Ag L-^J 

>A-^i^^i:lt^bfe*^fet.'^^3^Sti, iSi^^®lcil3^$tifeS^ (OT> :r.<D 

^oK-:^mWli^A2 2fe^Vxli3 A2 1 *'«|i^Sn7^i(5k£^^ THB s A g -sc 
' [0 12 9] 

±umM:^mm^. mm±m^miisih. ^§i_t?i*>e>#feHB s Ag- 

scF v!^^§:SDS-PAGE{Ci: y:$Mlb> mSi?i^$;JC JcSWestem-blottingfe j;t>*^ 
^:^^M^IMx JC j; U^J&f b:to ® 1 1 ICSDS-PAGES J: O^Western-blotting©^ 
l}^x<D^f^mi^. pRS405+2/^m/<^^^-S:MV^THB s Ag L!K£^# 
^MS:^3Egbfe%CD : 4 9. 4 3 miJvh:i'yU. 10 0#^f^^), HBs 
Ag-Nu 1 lljS^ : 2 1. 87, A 2 2$:li^f ^HB s A g -scF vigi-? : 
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2. 4 1, 3 A 2 1 ^ii^^^SHB s A g-scF vijS^ : 4 . 0 2"??^^, -etl 

HB s Ag-scF vlK^li:9'^fi^7 6 kD a-e&U, ^#^3 A2 1 Sila^rs 
HE s Ag-scF vn^\t^^Mm'7 6 k D a T'feS3 i: A^W&A^ii^o fee ^ 

jji?! 2 0 0 /t g ©JitlSH B s A g -scF vlg£^-%#fc, 
[0 13 0] 

(IIJiME-2) mitmmm<DMi&mmiC^^HB s Ag-scF v!K[^®f^Sg 

Kictt, -2^MiS;#:*7^7>^S3K®j/i:ti Mfii^T;i/:/^>*i<*^T?feSA2 2, 

\^t^m^^m^^mt^-^^:^^ }^^mmh. pcRm^^^-^-Kit. Not 

I i?-^ h S:#ia L/ 3tS3^rl## 1 1 <fc tJ^SB^J^^ 1 2 cD#;r U rf ^ ^ K ( 
JilBA 2 2 > feSV^^iNotI^J•-f hS:#aiIl,fefB^##l 3 ;feitJfBB3?!I 

## 1 4 y If 5? k (±m 3 a 2 i o^-^) p c r s:^? 

VN, _h|Bm#iA2 2*feli3 A2 1 K-r-Sstfe^M^Sr-^miJ^^ifitSb 

fee 

[0 13 1] 

?jJ<ClC, ±|BPCRJCj:y#e>ti:^iii|ii»r>i'S:pRS405+2/*m-Nu 1 l^^X^ 
KlCftAbTp I ZT-A2 2^^^^ KfeSVNlip I ZT-3 A2 l^/^:;?.^ 

^3^S-e:S3il{CJ:y, —JtCi^m^iA 2 2feSV^«3 A2 1 ^Hatf SHB s A 

g-scF vm^^ntc. 

[0 13 2] 

g -scF v)|£^%SDS-PAGEJC J: U^^SIb, JrtStri#:{C J:SWestern-blottinglC J: 
y«?*fbfco 3CD^*J:y, A2 2 SrH^-rSHB s Ag-scF vtS^li^J"^* 
6 kD aT'$)y> 3 A2 1 ^Ji^i-SHB s Ag-scF vJlS^i*^^*^ 7 
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6 k D a 1? S :i i: A^t) 5^)^ o T^o 
[0 13 3] 

*J^, C-2iimm(D:^mK^V. ^tl^*l^#±^tl L;5)n6)HB s Ag-sc 

F vn^f-mimgiDm^nrco 

[0 13 4] 

fe'5V>tt, — :*:il^#CV^:^a3feOD*ftbl hRN a s eijt;#"e&S 3 A2 1 ^3- 

Kf S^^^Mi^&^f S^^:;^^ K&^Mb, PCRM::^^-fv-{ctt, Not 
I i^-r h S:#J0 b fcBBa^J## 1 1 J: tJfiB^J## 1 2 CO#:r U dfs? l/;*"^ K ( 
JilBA2 2®«-^) . $>§V%ttNotIi?--r hS:#iIlL:fe:Sa^i##l 3feJ;tJ«iH3?lI 
##1 4(Z)#:rU:f5li^ (JllB3 A2 l ®#-^) ^^MbTPCR^rf? 

v^, J:IBm#:A2 2*feJ^3 A2 1 & 3- Ft-S5a^^llJ|g&-^tfli^?:iiiI@b 

[0 13 5] 

r^JC. ±iBPCRlCj:y#e>tl7^ffi|iim>H"&P CDNA3. 1-Null>^^ 
KfCtfAbTp cDNA3. 1-A2 2::^'^:^^ Kfe<5V^»p cDNA3. 
1 -3 A2 1^9:^^ KSrf^iSbfeo -eUT, rtle>v^'rtl:i^)><^>^^:^^ 
gaCO S 7$|BflSJC#AUT^^S-^SrhK:J: y, -2^^*»i#:A2 2feSV^^i3 
A2 1 ^mm-t^HB s Ag-scF vJiS^^#7^o 
[0 13 6] 

s A g -scF vll^a^SrSDS-PAGElCi: ^J-^Mh. Jn:Sin;#:tCj:S West em-blot ting 

^Mmi 6 kD aT'fe»J> 3 A2 1 ^Hat-T-SHB s A g-scF vli^^li:$)'^fi 
3ilj7 6 kD at?&5r 2lA'5t>d^ofc. 
[0 13 7] 
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±fHHB s A g -scF vigi^^ODJie^^A 
-hiaCDi:e>lCf^iSL/^HB s Ag-scF ^^i:bT±SaA2 2 

2 1 &ii5tS-&fe%(DlC>j!fLTttb: hRNa s e 1 -etl-^^S 67t:/l/-h 

ic@^b, E L I s A^tciy^-a-^isc^M^L'T^o mmizm-^LtciH 

B s Ag-scF v!lS^®*&, h^lCDAUSZYME II{C#MbTV^S H R 

PSi^JiiHB s AgJKU ^^n-:^;i/*if*:T?^*bfeo -eoD^M, HBsAg-sc 
F vJ|e•?#&•e««^<> 3|S^CDS|Sia*^$>-5^f HBsAg-scF 
v!iS^ (A 2 2©:^^) id; 1 0 0 nMJeilT®M-a-^iSC> H B s A g -scF v ijS^^ ( 
3A2 1®#-a') »5 OnMJtJ^T<3D*g-&^ilt&-etl-?tl^bfe. rtl gjO-fitli, W 
;^ODHB s A g-scF v«S^*^^^WT'# ^®§P&{C||^fff^^ai«T?#5Mil#: 

[0 13 8] 

B s Ag-scF viK^tt, mmiCAA 3 1 ^|IIJ!g^C^LT@^?)TlffV^#Mffi&^"t 
[0 13 9] 

2^IIJfeM'^«> HB s Ag Lar>7l^^K®li MfMfiS^a^HJ^-^&^^pre-S 
(pre-Sl, pre-S2) (DT ^ JWl^X^Vr:i. S'^r^^^MHB s Ag hSt 

[0 14 0] 
(HWJF-l) ^:9^i![HBsAg L ^5? 
KlT<D:&'^'V?CR^n^^. rJ^^MHBsAg L ^5? > A M^Jiit'K^ & 

[ 0 1 4 .1 ] 

^^^MHBsAg L^-^Ai^^thX. pre-S|gi^ (pre-Sl, pre-S2) ®— 

g|5S::X^$-&feTiB (a) ~ (e) {C^^f 5@!^<D^^MH B s A g L^?>A 
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MlC^l:fS^^MHB s Ag L^yjii^mt. M,^mK.\t. (a) pre-Sfligs 
®N5Kfig*^e>2 5 3#B(3D7$7m*^^^ O 1 2 tCife V>Ttt. A21 

-153, &.Tmm) . (b) pre-S|IJie®N7^^*^e)3 3#S-'l 5 3#S(Z)T^ 
jmiS^^^ (A33-153) , (c) pre-SfIJ^(DN5^5§}«)^e> 5 OUS—l 5 3#B 
CDT^v'M*^^:^ (A50-153) , (d) pre-SM^®N^5g*^ e> 1 0 8#g~l 
5 3#B0Or^ y^®55)<^^ (A108-153) , (e) pre-S|i^®N5^^*^^ 1 2 
7#@~1 5 3#S0T^ /m*^^^ (A108-153) , bTVNS=feO-^feSo 
[0 14 2] 

(a) - (e) iC^g^-t-S^X^^MHB s Ag I. 9 > ^ m.^^.^^^ 
SrJfiiit-S feeble, Mai® J: e) {CUT, PCR^$:pB04 7 7 (^^#*^f^^b 
fcHbsAg L^>7t^^M^3^3e^^afi«^Gi»?ir»^^:J^^ K) tC^bT^^o 
Tto PCRM<Z)::^^-<*T-i:bTtt, SB3«J## l 5-'2 4 lC|S«(D:tU df^i ^ 1/ 
jT^K^^MLfco BB^J##1 5~2 4lclH^®:ty dtji^ 

SB^J##1 5fe<fctJfl 6*^ (a) CD^^MHBsAg la^^^-k^Wit ^tcl^ 
CD%0*e&»J, I^^IC, iB3?[f##l 7feJ:tJtl 8)?)^ (b) , iB3«J## 1 .9 j3 J: t)^ 
2 0;b^ (c) , mm^^2 1 33j:t>'2 2 (d) , IH^J#-^ 2 3 J: tJf 2 4 ( 
e) CD:Xt5I^MHB s Ag h^^^^mm-t ^tc.^Oy^O^'^&^o @2^J# 
5'-2 4C[):/9^v-<3De)"^, WI!tA'f7*t7- K:/^>rv-, -flSfXA^UA- 

[0 14 3] 

PCR(Z)HfSmfiaii. 1^1 3ic:^-r<fce>ic, litl^ffiDNAjjfU:?^^— €i:bT 
Pyrobest DNA polymerase(TaKaRa) (0.5 iti L) , P C R^®?gi (5/tiLXlO) , 
dNTPM-^i© (lOmM, 5/4L) , Template DNA (pB04 7 7 (^^#3?)^f^^ b 
HbsAg Lt5t>A°^@^^5t>B^M^ji^^^5^>^^:^^ K) ) (5/ttg/mU 2 
aL) , :;^^-rv— fe^yh (@g^J#-^ 1 5 - 2 4 ) {^1 tiL) ^M>!K*t? 
^a&50/iLi:bfe, 
[0 14 4] 

pcR(Z)H)S-9--r^;ni, 0 1 4 icatt-i:e)ic, 9 5 x: 3 0 #r^(D^ffi 
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9 5°c 3 o#^©^'I4, 5 5'c i^^r^®T--u iS ^X)^ 6 sx: S 0 ^ 
r^<Z)#^iKlSS:3 OEI^yigL/fe^, 4'C{C?^*PUTH^&&^7bJto -^CD^. 
Template DNASrtfllT't-SfetolC, P C RjgifelJCMISlP^Dpnl (lOU) S:in^, 3 

[0 14 5] 

#Abfeo 01 5«, Zl©J:e)K:l/TiiiPibfc^t9^MHB s Ag L^V/'?^^ 

^:e::^^:^^K> 3^^®T'&S, lmEI^CfeV^T. OaaiHi, :X3feMHBsAg L 
^JJ>7l^^K^^^e^®$fem (5' 7K«) ICMm^^Notl 

•9--fhS:, 25aai:li, 5* ^t^^V25r ^ JWtmm^^a (3* COfil® 
lCNotI1^>f h 

AP r e Si:ttS^f>A°^«^3Eim^^®^m (5' 5^^) icWS^^Notl 
[0 14 6] 

rODj:e>5&, Notlif^ hj(>'5ifAStlfc^^^MHB s Ag L > ^ 

mmmM^mM<D'f^y^^ fpbo4 7 7 immmi}^^mi^r=.HB s Ag 
s Ag h^yA^nnmm^'^<Dmm^^^7^r^o 

[0 14 7] 

3&fe, 01 5JB^|^CDS®lCfeV>Ttt, A127-153i:ti, 012(Z)HB 

sAg L^yA^nn^^^^l^iSVf^> 1 2 7#@~1 5 3#S*'e<^)T^ 
y^Srn- F-r-S^^^A^^^^brVN-SZlfc^rat-r (JS^TI^^) o ttc ApreS 
i:^^, pre-SM^^ (pre-Sl, pre-S2) OD^T ^ >^M&3- KfSilfe^i^J^^^b 

[0 14 8] 

(^Jg^jF-2) l&MiaiCck^^^MHB s Ag Ldf >/^^^(©f^SS 
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mmmF - i^Mm^m^t^^^^^ ^ (zms) -^cosimm (s-sxio 

ICXl/^ hn3KV-i/3> (300V, 950/iF) tCT?^@«ilb, 4H^3 7X:, 5 

m^mmm^ a^^-f-^^h) T'^mmliis^ c^^^MHBsAg 

%5@^L/fe=fe®€:, HS^P^li, Lysis buffer(20mM Tris-HGl,lmM EDTA,150mM NaC 
l.lOmM 2-^;i/7t7:/h3i^jry-;i/,l%(v/v) TritonX-100)lC J: »J, jfflJI!S&^«?S-fe 
, ^ii>oJi^»&PBSi?200^#f^-^SZ.i:i?M^S:ffofc. 
[0 14 9] 

gfl 6 J3J:01 7}C^VNT> S/N|tfi JctJ^R AT E*^:*:^VNl5if 
> ^M'l^*^l^V^r il$:^bTV^-5o o^U. A21-153, A33-153, A50-153, # 
iC, A50-153<JQ:X3I^MHB s Ag L ^Jf ^M:^*^^ie>4xfe. 
[0 15 0] 

^1 8fe j;tJf 1 9lC:slt-tJ:e>fC, SDS-PAGEMmci^x::^^?? >:/n hJC 
i:oTt»^3Ei»$:?ilSbfeo CKD i:.^<3D 1 rjkJJt^fifCli, mouse ant i-StJt ^^^^^^ 
tfii^ m^#e>5^)'«f^fife) 2?>Cin:^lClianti-mouseIgGtn:#:AP@m(ProiBega) 
S:mv>feo gll 9tt, N3§-^M!6I^B^*®fe«)<^^^^aa (EndH) ^ 

(D^rx>^^t.>::fn^i; h<3D»§^-e^U, ^^A^m^rmmvx^^^o En 
d H^af -Sr^fC :^^bfe^MML!^^®P re- Sfl^lCNM^M!^ 

^*S#ilIbTVNS*;b'?2M^b;feo 01 9lC^t:J-S A5 1 - 6 6^C0V^"^* 

, IIJ6MF-10D:;?^JcLfe*<oT, Sa^J##2 5feJ;t)f2 6ic|BS<Z):;^^^v 

[0 15 1] 

^±ODj©^, #iC, _h|B (a) - (c) ®iX3^§5fHB s Ag h^yA^M<D 
[0 15 2] 

(^iiMF-3) ±&mmm^ (EGF) &^iAbfe^^MHB s Ag L^Jf> 
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^S^CIC, ^3S»*^S^T*S>ofe±IB (a) (c) O^^MHB s Ag 

V/^^^^^^jt^d=- (A21-153, A 33-153, A 50-153) fCNotliJ-^f h <fc U EGFjt 

o EGFmm^ii^ |gP^#P>;^)^#SgbfepGLDLIIP39-RcT-EGF:ft^e>M|5S^^NotI 
#CD^, m»^«iiC^g|b, 3H^^#&fTofe. ^ti6><D^%S:iaJRb> PS 

^^amz^vmm^m^. ^mmmh^^ (±ia (a) ~ (c) ©^^^mhbs 

Ag L^>A°^^) S:#}tc 
[0 15 3] 

-etl-6tl<3DiiSdF-lCgi-fem3l6^>>'^^^^3^:^^:^^ ^* (PEGFP-F (Glontech^t 
) ) S:50V,750it*FCD^#'exl/^r hajKlz-J/a^b, HS-T^F^SPICG F P^^r^ 

flSA431lcMbTlSv^3§^'l4&^l/fc. rODJ:e>K:LT, ±^imjBaA431lC^-t'5S 
[0 15 4] 

(IISSMF-4) S#jmJiS^®?^^«a{ca:S^^MHB s Ag L^^^n*^ 

Cos 7$|l(JiSl?^Ji**^#*^ofeA21-153,A33-153,A50-153 (±|B (a) 
(c) $r#§^i--5^^d^&XhoI-b->f hlCj; y-^y mL> ^-©ISJS 

M::^^^^ KpGLDLIIP39-R 

KS:> PSS.cerevisiae AH22R"lC>^7 xO:;^^:^ b^lCfc y?^^i^^b, 

?^w«K^#:$:#2^o z.n^(Dmmmmi^^jimmmmrigh-?i3Bm. 8S5n-p4o 
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2 1-'|g2 2#M)« 
[0 15 5] 

^2 0#m) o C:e)UT. :X^MHBsAg L ^ > A'^ ^l^ieJi^^a^Wl^ 
^J^M::''^:^^ K (pGLDLIIP39-RcT- A 50-153, pGLDLIIP39-RcT- A 33-153, pGLD 
LI IP39-RCT- A 21-153 , pGLDLI IP39-RcT- A 50-153-ZZ , pGLDLI IP39-RcT- A 33-153 
-ZZ, PGLDLIIP39-RCT-A21-153-ZZ, pGLDLI IP39-RcT- A 50-153-EGF, pGLDLIIP39 
-RcT- A 33-153-EGF , pGLDLI IP39-RcT- A 21-153-EGF , S:t>* 3 V b n - ;i/ b T pGL 
DLIIP39-RCT-A3-66) S:#fc„ ^ K=fe^«S.cerevisi 

ae AH22R-C::^7xa>^^::^h^tCi:y?^@«gilU J^nmmi^^mc. r4xe> 
&X^M^%High-PiII3 Hf^, 8S5N-P400^;ffi3 H^^«S:^fV>, 

isiMx (3r>r>^7i?^y b) K^^mm^^m^ (®2 ifej:t)?®2 2) t-sriiic- 

[0 15 6] 

^(Z)^^, #^^^M^lC<!:y^^M)iS^-®J^fi^;«)^?S^^*^^^- A21-153.. 
A33-153., A50-153. ^^MHBsAg h^y^^^M (^^MH B s A gljS^ 
) <3Dmiiffi«> m^mn^ C^rl^LAg) K:5£v^'fitS:atbfe (®2lSj:tJ^02 
2^3^) , ®mbJ&V>*^ zi>bD'-A'i:bTf^^bfeA3-66.X^^MH 

B s Ag!S^lt?^^«^#^7^^#6,tl3&>?)^ofe<. ;&:*^"et)A50-153^^MHB s A 
giK-T-tt, ZZK^-f >?:lia^by^c^H4^S[HB s AgJS^^ (A50-153+ZZ) (D^^ 

[0 15 7] 
[^^0)2^^] 
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SEQUENCE LISTING 
<110> Japan Science and Technology Corporation 

<120> Antibodies presented protein hollow nano-particles for therapeutic 
drug 

<130> P020P09 

<150> JP P2002-97424 
<151> 2002-3-29 

<160> 26 

<170> Patentin Ver. 2.1 

<210> 1 
<211> 39 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 1 

cgacaaggca tgggaggcgg ccgcagccct caggctcag 39 
<210> 2 
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<211> 39 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 2 

ctgagcctga gggctgcggc cgcctcccat gccttgtcg 39 

<210> 3 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 3 

ggggacctcg gatccgcgag cttaccagtt ctcaca 36 

<210> 4 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 4 

gaggtcgacc agctttaacg aacgcagaat tttcga 36 

<210> 5 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 5 
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ggccgctgga gccacccgca gttcgaaaaa ggc 



33 



<210> 6 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 6 

ggccgccttt ttcgaactgc gggtggctcc age 33 

<210> 7 
<211> 29 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 7 

ggggtaccat gagatctttg ttgatcttg 29 

<210> 8 
<211> 28 

<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 8 

ggccgcggtt aaatgtatac ccaaagac 28 

<210> 9 
<211> 36 
<212> DNA 
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<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 9 

gggggcggcc gcgcgcaaca cgatgaagcc gtagac 36 

<210> 10 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 10 

ggttgagata aaagagcttt tggcgcggcc gccttt 36 

<210> 11 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 11 

gggggcggcc gcgatattga tatgacccaa tctcca 36 

<210> 12 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 12 

cccgcggccg cccgaggaga cggtgactga ggtccc 36 
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<210> 13 
<211> 36 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 13 

ssssecggcc gcgatgtgca gcttcaggag tcggga 36 

<210> 14 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 14 

ggggcggccg ccttttattt ccaactttgt 30 

<210> 15 
<211> 31 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 15 

ccagttggac ggcggccgcc ctgcaccgaa c 31 

<210> 16 

<211> 31 

<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 
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<400> 16 

gttcggtgca gggcggccgc cgtccaactg g 31 

<210> L7 
<211> 34 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 17 

caatccagat tggggcggcc gccctgcacc gaac 34 

<210> 18 
<211> 34 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 18 

gttcggtgca gggcggccgc cccaatctgg attg 34 

<210> 19 
<211> 31 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 19 

ggtaggagcg ggcggccgcc ctgcaccgaa c 31 

<210> 20 
<211> 31 
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<212> DNA 



<213> Artificial Sequence 



<220> Synthesized Oligonucleotide 



<400> 20 



gttcggtgca gggcggccgc ccgctcctac c 



31 



<210> 21 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 21 

cctcaggccg gcggccgccc tgcaccgaac 30 

<210> 22 
<2H> 30 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 22 

gttcggtgca gggcggccgc cctgaggatg 30 

<210> 23 
<211> 31 
<212> DNA 



5 1 
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<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 23 

cagagtgagg ggcggccgcc ctgcaccgaa c 31 

<210> 24 
<211> 31 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 24 

gttcggtgca gggcggccgc ccctcactct g 31 

<210> 25 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 25 

ggtaggagcg ggcggccgca gccctcaggc 30 

<210> 26 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> Synthesized Oligonucleotide 

<400> 26 

gcctgaggg ctgcggccgcc cgctcctacc 30 

5 2 ffilE4t 2003-3023134 
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[SI] 

{*Pre-Sl*n 0 Sr^^mmm. J&^tMdMliPre-Sljbn 1 QT^jm^mx'^ 
[122] 

) Hi Sh-P immziSi-f&mm. (c) S S 5N-P4 O OTOJCfettS^ 

( d ) m^. ( e ) mm^mmMm. ( f ) h b s a giKt^-o 

[®3] 
[^4] 

:^mm<DmmmKlaif^. MmMHSSMVAfcHB s a g -streptagJK^^SS^tM 
[H5] 

:*:^WOD||JiMlCfet^S, «ftl$fflJI&S:MV%?tHB s A g - streptagilS^^itM 
[S6] 

3^^^0D|||6M{cfel-J-5, ^■»5:^v%feHB s Ag-zztagi|&^ig5tM:/^;^ 
[^7] 

#®S:ffiV^T#e)^lfe_hSBHB s A g -ZZtag!|g^lC^f § S D S - P AG E 
^ j;t>*Western Blottiiig®^^&a^"rgI'^^'5a 
[@8] 

:^mm(DmmmK.^V}^. Sm^WilS&MV^feHB s Ag-ZZtagi^^- (&SV% 
tt, — 2^^*il#A2 2*fe«3 A2 1 ^m^'t^>HB s Ag-scF vl^^) 
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[09] 

tt, -7{5:^t/tf*:A2 2*fcl*3 A2 1 &ila^-r<5HB s A g -scF vUg^) SgJt 
[010] 

^? o fe?&S?i^^ :7 ^ , 

[011] 

JifSHB s Ag-scF vU^lZM-t^SDS-PAGEla^mesteTn Blotti 
[01 2] 

2{5:^^®IIJ6^fCfeltS^^feMHB s Aga«>Ai^M^3^^^'?'S^i"«l6B&^ 

5S:0T'fe'5o 

[013] • 

[014] 

[015] 

[016] 

M^®]^^S:^*r^^7T*&y, (a) \tm^±M. (b) tt^ifiSp^gPT'CDM:^ 
[017] 

01 6<;^)jg:^<z>7^-^ S:^-r0"t?fe^o 

[01 8] 

01 6-^^mLfe^^^HB s Ag^5?>A"^^M®SDS-PAGE®^^S:^i-0T?& 

(a) \%m^±M> (b) «j^jBSf^^<^)0gM^^"r0T'^So 
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[019] 

a^-fST'^y, (a) tt^%±^t. (b) tt«HBSP^SP®^^S:^f gIT'feS. 
[02 0] 

CEf2 1] 

[022] 

02 0®r^^X^ K^MV^fc^CD^^MHB s Ag L ^ V/1^^<Z)^3^S:5i 

3 fi^i 

6 mnmmm2 

7 11^2 

8 mmmmms 
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mill 



mm 



4 



6 

n 



PreSI 



108aa or 119aa 



PreS2 



55aa 



226aa 




8 



1 u=Fw^mmu^itL 

3 

5 mmii^iiei 

6 m-Wimmmz 

7 ^02 

8 mnmmm 



1 
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Sasl 



3 
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mi] 



M 1 2 3 



M 1 2 3 



(KDa)j 
79.4 j 






(KOa) 
79.4 4 
66 




66 
46 










30 
21.5 






30 4'-« 

1 21.5^*- 





.^ZZ domadn 



1:Lit^(52kDa) 

3:ZZ domain8ia^lft^(56kDa) 



SDS— PAGE 



Western — blotting 
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[09] 
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[013] 



Pyrobest DNA 0.5 pil 

polymerase(TaKaRa) 

10 X PGR Buffer 5 nl 

dNTP MixtiiredOmM) 5 nl 

Template DNA(5Mg/niD 2 nl 

Primer(F)(lOOitiM) 1 Ail 

Primer(R)(lOOitz]VD 1 m1 

D.W. ■ 35.5 Ml 

Total 50 A 1 

14] 



Cycle Temperature Time 



1 


1 


98'C 


30 sec. 


2 


30 


98*'C 


30 sec. 






55''C 


1 min. 






68°C 


30 min. 


3 


1 


4*C 


oo 
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MP«9(200fS#i^) 


plasmid 


S/N 


RATE 


1 J A*— 


S/N 


RATE 




LAsCkozakAU) 


w* 1 O 




rv 


14 74 


1150 


D 

r\ 


LAs(dBO) 


O.QO 


O 1 .o 


p 


17 no 




rv 


GFP 


1 41 
1 .*t 1 












yl21-153 


64 54 


548 6 


R 


35.79 


279.2 


R 


^33-153 


54.39 


462.3 


R 


42.03 


327.8 


R 


^50-153 


58.67 


498.7 


R 


54.19 


422.7 


R 


^108-153 


9.58 


81.4 


R 


22.32 


174.1 


R 


^127-153 


5.93 


50.4 


R 


13.73 


107.1 


R 


^preS 


1.52 


12.9 




1.59 


12.4 




Null 


37.73 


320.7 


R 


45.41 


354.2 


R 


Oaa 


1.42 


12.1 




1.65 


12.9 




25aa 


1.46 


12.4 
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12.5 
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2 1] 



mw 


S/ N 


LAg 
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